Supplements §1. Material and methods §1.1 Protein expression and purification
The purification of the antigens (besides the previously described purification of AlaDH) was performed as follows:
NarL: The cells were grown in LB and 400 μg/mL ampicillin at 37 °C overnight. The protein expression was induced with 0.2 mM IPTG. The cells were harvested by centrifugation, suspended in 20 mM tris/HCl, pH 8.0, and sonicated using a LABSONIC 2000 sonicator (B. Braun International).
After centrifugation the supernatant was applied to a metal chelate affinity column. The fractions containing pure NarL protein as analysed by SDS PAGE were pooled. Densitometric SDS-PAGE analysis showed a purity of > 95 % for the final protein preparation.
19 kDa: The cells were grown in LB medium and 50 μg/mL kanamycin at 37 °C overnight. The protein expression was induced with 1 mM IPTG. The cells were harvested by centrifugation, suspended in 20 mM tris/HCl, 1 % Triton X-100, 100 mM NaCl pH 8.0, and disrupted using a LABSONIC 2000 sonicator. After centrifugation, the supernatant was applied to a metal chelate affinity column. The protein was eluted in fractions in a gradient of imidazole. The fractions containing pure 19 kDa protein as analysed by SDS PAGE were pooled. Purity analysis by automated electrophoresis with fluorimetric detection and densitometric purity measurement showed a purity of > 95 % for the final protein preparation.
PstS3: For production of PstS3, cells were grown in LB medium at 37° C, induced with 1 mM IPTG and incubated at 37° C for further 4 h. After centrifugation, the cells were suspended in 50 mM potassium phosphate buffer, pH 7.3. The cells were sonicated using a Bandelin GM70 sonifyer. After centrifugation, the pellet was solubilized in buffer containing 8 M urea. The protein was purified on a metal chelate affinity column. The protein solution was refolded by buffer exchange on a gel filtration column. The protein containing high molecular weight fraction of this gel filtration step was collected and subjected to another affinity purification step on a metal chelate affinity column.
Elution was done using 500 mM imidazole. The fractions containing pure PstS3 protein were pooled.
Purity analysis by automated electrophoresis with fluorimetric detection and densitometric purity measurement showed a purity of > 95 % for the final protein preparation. 
